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1
ANTIMICROBIAL MATERIALS

CROSS REFERENCE TO RELATED
APPLICATIONS

This application 1s a divisional of U.S. patent application
Ser. No. 12/842,593, filed Jul. 23,2010, which claims priority
under 35 U.S.C. §119 to U.S. Provisional Application Ser.

No. 61/228,839, filed Jul. 27, 2009, the contents of each of
which 1s incorporated herein by reference in 1ts entirety.

TECHNICAL FIELD

The present invention 1s directed to materials and methods
suitable for providing an object surface with antimicrobial
properties. The invention finds utility, for example, in the
fields of chemistry and surface coatings,

BACKGROUND

Bacterial infections are common 1n a variety of circum-
stances, and are responsible for necessitating a large number
of medical interventions each year. Over the past 100 years,
numerous antibiotic agents have been developed with varying
levels of efficacy. Unfortunately, primarily due to the misuse
of antibiotics, antibiotic-resistant strains of bacteria have
become more common recently. As antibiotics become less
elfective against bacterial infections, avoidance of the infec-
tions becomes increasingly important and an increasingly
preferable approach.

At present. bacteria can populate most surfaces commonly
encountered by individuals. For example, the materials used
to prepare door knobs, computer keyboards, touch screens,
hand rails, and the like do not typically have anti-bacterial
properties, and the spread of bacteria within a population 1s
typically limited only by the precautions taken by individuals.
For example, proper hygiene (e.g., frequent hand washing) 1s
a highly effective way to avoid bactenal infections of indi-
viduals, but requires active participation by the individual and
1s therefore not always a reliable method. Frequent cleaning
and disinfecting of public surfaces and 1tems that are handled
by multiple individuals 1s not always possible and remains a
labor 1intensive method to minimizing the spread of bacteria.
Even under nearly 1deal conditions, where mdividuals are
taking all practical precautions to avoid the spread and growth
of bacteria, certain environments remain prone to bacterial
growth. Examples include surfaces that are routinely exposed
to aqueous environments for prolonged periods of time. Such
surfaces may require thorough cleaning on a regular basis,
and where such cleaning 1s improper, incomplete, or nonex-
1stent bacterial growth may result.

One approach to preventing the spread of bacteria and
bacterial infections from exposure to bacterial growth 1s to
provide Object surfaces with inherent anti-bacterial activity,
such as with a surface coating that imparts such properties.
Ideally, such amethod would be easily adapted for a variety of
object surfaces, would use commonly available and inexpen-
stve materials, would provide long-term anti-bacterial activ-
ity with mimimal or no toxicity toward animals, and/or would
not contribute to the growing incidence of drug-resistant bac-
teria.

SUMMARY OF THE INVENTION

The present invention 1s directed to providing methods and
materials for providing anti-bacterial object surfaces that sat-
1s1y one or more of the abovementioned 1deal properties.
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In one aspect; there 1s provided a method for forming an
anti-microbial surface coating on a substrate. The method
comprises: 1) providing a pre-amine material comprising a
plurality of functional groups; 2) reacting the plurality of
functional groups with an amine-containing reagent suitable
to convert at least a portion of the functional groups to amine
groups; and 3) reacting the amine groups from 2) with a
quaternary amine conversion reagent suitable to convert at
least a portion of the amine groups to quaternary amine
groups.

In another aspect, there i1s provided an anti-microbial
coated substrate comprising a substrate and a coating dis-
posed on a surface of the substrate. The coating comprises a
polymer that drat 1s non-covalently attached to the substrate.
The polymer comprises a plurality of quaternary amine
groups.

In another aspect, there 1s provided a coating layer on a
surface of a substrate comprising a polymeric material com-
prising quaternary amine groups covalently attached to the
polymeric material. The polymeric material 1s non-covalently
attached to the substrate surface.

Other aspects of the mvention will be apparent from the
description that follows, including the claims and examples.

BRIEF DESCRIPTION OF THE DRAWINGS

FIGS. 1A-C provide images of .S. Aureus bactenal cultures
that resulted from the antibacterial screening studies as
described in Example 4. FIG. 1A shows cultures grown 1n
contact with sample A; FIG. 1B shows cultures grown 1n
contact with sample C; and FIG. 1C shows cultures grown
contacting a polypropylene control.

FIGS. 2A-C provide images of P. Aeruginosas bacterial
cultures that resulted from the antibacterial screening studies
as described 1n Example 4. FIG. 2A shows cultures grown 1n
contact with sample A; FIG. 2B shows cultures grown 1n
contact with sample C; and FIG. 2C shows cultures grown
contacting a polypropylene control.

DETAILED DESCRIPTION OF TH.
DISCLOSURE

L1l

Belore describing the present invention in detail, 1t 1s to be
understood that unless otherwise indicated, this invention 1s
not limited to any particular material or method of synthesis
described herein, as such may vary. For example, where a
polypropylene substrate 1s 1dentified, it 1s not intended that
the invention 1s limited to polypropylene substrates unless
otherwise stated. It 1s also to be understood that the terminol-
ogy used herein 1s for the purpose of describing particular
embodiments only, and 1s not mtended to be limiting. The
definitions provided herein are not meant to be mutually
exclusive. For example, 1t will be appreciated that some
chemical groups may fit into more than one definition.

The term ““alkyl” as used herein refers to a branched or
unbranched saturated hydrocarbon group typically although
not necessarily containing 1 to about 24 carbon atoms, such as
methyl, ethyl, n-propyl, 1sopropyl, n-butyl, 1sobutyl, t-butyl,
octyl, decyl, and the like, as well as cycloalkyl groups such as
cyclopentyl, cyclohexyl and the like. Generally, although
again not necessarily, alkyl groups herein may contain 1 to
about 18 carbon atoms, and such groups may contain 1 to
about 12 carbon atoms. The term “lower alkyl” mtends an
alkyl group of 1 to 6 carbon atoms. “Substituted alkyl” refers
to alkyl substituted with one or more substituent groups, and
the terms “heteroatom-containing alkyl” and “heteroalkyl™
refer to an alkyl substituent 1n which at least one carbon atom
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1s replaced with a heteroatom, as described in further detail
infra. “Substituted alkyl” includes, for example, instances
where two hydrogen atoms from the same carbon are
replaced, such as 1n a carbonyl group. If not otherwise indi-
cated, the terms “alkyl” and “lower alkyl” include linear,
branched, cyclic, unsubstituted, substituted, and/or heteroa-
tom-containing alkyl or lower alkyl, respectively.

The term “alkenyl” as used herein refers to a linear,
branched or cyclic hydrocarbon group of 2 to about 24 carbon
atoms containing at least one double bond, such as ethenyl,
n-propenyl, 1sopropenyl, n-butenyl, 1sobutenyl, octenyl,
decenyl, tetradecenyl, hexadecenyl, eicosenyl, tetracosenyl,
and the like. Generally, although again not necessarily, alk-
enyl groups herein may contain 2 to about 18 carbon atoms,
and for example may contain 2 to 12 carbon atoms. The term
“lower alkenyl” intends an alkenyl group of 2 to 6 carbon
atoms. The term “substituted alkenyl” refers to alkenyl sub-
stituted with one or more substituent groups, and the terms
“heteroatom-containing alkenyl” and “heteroalkenyl” refer
to alkenyl 1n which at least one carbon atom 1s replaced with
a heteroatom. I not otherwise indicated, the terms “alkenyl”
and “lower alkenyl” include linear, branched, cyclic, unsub-
stituted, substituted, and/or heteroatom-containing alkenyl
and lower alkenyl, respectively.

The term “alkynyl” as used herein refers to a linear or
branched hydrocarbon group of 2 to 24 carbon atoms con-
taining at least one triple bond, such as ethynyl, n-propynyl,
and the like. Generally, although again not necessarily, alky-
nyl groups herein may contain 2 to about 18 carbon atoms,
and such groups may further contain 2 to 12 carbon atoms.
The term “lower alkynyl” intends an alkynyl group of 2 to 6
carbon atoms. The term “substituted alkynyl” refers to alky-
nyl substituted with one or more substituent groups, and the
terms “heteroatom-containing alkynyl” and “heteroalkynyl™
refer to alkynyl 1n which at least one carbon atom 1s replaced
with a heteroatom. If not otherwise indicated, the terms “alky-
nyl” and “lower alkynyl” include linear, branched, unsubsti-
tuted, substituted, and/or heteroatom-containing alkynyl and
lower alkynyl, respectively.

If not otherwise indicated, the term ‘“unsaturated alkyl™
includes alkenyl and alkynyl, as well as combinations thereof.

The term “alkoxy” as used herein intends an alkyl group
bound through a single, terminal ether linkage; that 1s, an
“alkoxy” group may be represented as —O-alkyl where alkyl
1s as defined above. A “lower alkoxy™ group intends an alkoxy
group containing 1 to 6 carbon atoms, and includes, for
example, methoxy, ethoxy, n-propoxy, 1sopropoxy, t-buty-
loxy, etc. Substituents 1dentified as “C,-C alkoxy™ or “lower
alkoxy” herein may, for example, may contain 1 to 3 carbon
atoms, and as a further example, such substituents may con-
tain 1 or 2 carbon atoms (1.¢., methoxy and ethoxy).

The term “aryl” as used herein, and unless otherwise speci-
fied, refers to an aromatic substituent generally, although not
necessarily, containing 5 to 30 carbon atoms and containing a
single aromatic ring or multiple aromatic rings (such as 1 to 3
rings) that are fused together, directly linked, or indirectly
linked (such that the different aromatic rings are bound to a
common group such as a methylene or ethylene moiety). Aryl
groups may, for example, contain 5 to 20 carbon atoms, and as
a further example, aryl groups may contain 5 to 12 carbon
atoms. For example, aryl groups may contain one aromatic
ring or two fused or linked aromatic rings, e.g., phenyl, naph-
thyl, biphenyl, diphenylether, diphenylamine, benzophe-
none, and the like. “Substituted aryl” refers to an aryl moiety
substituted with one or more substituent groups, and the terms
“heteroatom-containing aryl” and “heteroaryl” refer to an
aryl substituent, 1n which at least one carbon atom 1s replaced

10

15

20

25

30

35

40

45

50

55

60

65

4

with a heteroatom, as will be described 1n further detail intra.
If not otherwise indicated, the term “aryl” includes unsubsti-
tuted, substituted, and/or heteroatom-containing aryl sub-
stituents.

The term “aralkyl” refers to an alkyl group with an aryl
substituent, and the term “alkaryl” refers to an aryl group with
an alkyl substituent, wherein “alkyl” and “aryl” are as defined
above. In general, aralkyl and alkaryl groups herein contain 6
to 30 carbon atoms. Aralkyl and alkaryl groups may, for
example, contain 6 to 20 carbon atoms, and as a further
example, such groups may contain 6 to 12 carbon atoms.

The term “olefinic group™ intends a mono-unsaturated or
di-unsaturated hydrocarbon group of 2 to 12 carbon atoms.
Preferred olefinic groups within this class are sometimes
herein designated as “lower olefinic groups,” intending a
hydrocarbon moiety of 2 to 6 carbon atoms containing a
single terminal double bond. The latter moieties may also be
termed “lower alkenyl.”

The term “alkylene” as used herein refers to a difunctional
saturated branched or unbranched hydrocarbon chain con-
taining from 1 to 24 carbon atoms. “Lower alkylene” refers to
alkylene linkages containing from 1 to 6 carbon atoms, and
includes, for example, methylene (—CH,—), ethylene
(—CH,CH,—), propylene (—CH,CH,CH2—), 2-methyl-
propylene (—CH,—CH(CH,)—CH,—), hexylene
(—(CH,)s—) and the like.

The term “amino™ 1s used herein to refer to the group
—NZ'7? wherein Z' and Z* are hydrogen or nonhydrogen
substituents, with nonhydrogen substituents including, for
example, alkyl, aryl, alkenyl, aralkyl, and substituted and/or
heteroatom-containing variants thereof.

The term “heteroatom-containing” as 1 a “heteroatom-
containing alkyl group™ (also termed a “heteroalkyl” group)
or a “heteroatom-containing aryl group” (also termed a “het-
eroaryl” group) refers to a molecule, linkage or substituent 1n
which one or more carbon atoms are replaced with an atom
other than carbon, e.g., nitrogen, oxygen, sulfur, phosphorus
or silicon, typically nitrogen, oxygen or sulfur. Stmilarly, the
term “heteroalkyl” refers to an alkyl substituent that 1s het-
croatom-containing, the term “heterocyclic” refers to a cyclic
substituent that 1s heteroatom-containing, the terms “het-
eroaryl” and heteroaromatic™ respectively refer to “aryl” and
“aromatic” substituents that are heteroatom-contaiming, and
the like. Examples of heteroalkyl groups include alkoxyaryl,
alkylsulfanyl-substituted alkyl, N-alkylated amino alkyl, and
the like. Examples of heteroarylsubstituents include pyrrolyl,
pyrrolidinyl, pyridinyl, quinolinyl, indolyl, turyl, pyrimidi-
nyl, imidazolyl, 1,2,4-tnnazolyl, tetrazolyl, etc., and examples
ol heteroatom-containing alicyclic groups are pyrrolidino,
morpholino, piperazine, pipertdino, tetrahydrofuranyl, etc.

“Hydrocarbyl” refers to umvalent hydrocarbyl radicals
containing 1 to about 30 carbon atoms, including 1 to about
24 carbon atoms, further including 1 to about 18 carbon
atoms, and further including about 1 to 12 carbon atoms,
including linear, branched, cyclic, saturated and unsaturated
species, such as alkyl groups, alkenyl groups, aryl groups, and
the like. “Substituted hydrocarbyl” retfers to hydrocarbyl sub-
stituted with one or more substituent groups, and the term
“heteroatom-containing hydrocarbyl™ refers to hydrocarbyl
in which at least one carbon atom 1s replaced with a heteroa-

tom. Unless otherwise indicated, the term “hydrocarbyl” 1s to
be interpreted as including unsubstituted, substituted, het-
eroatom-containing, and substituted heteroatom-containing
hydrocarbyl moieties.
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“Halo” or “halogen” refers to fluoro, chloro, bromo or
10do, and usually relates to halo substitution for a hydrogen
atom 1n an organic compound. Of the halos, chloro and fluoro

are generally preferred.

By “substituted” as in “substituted hydrocarbyl,” “substi-
tuted alkyl,” “substituted aryl,” and the like, as alluded to in
some of the atorementioned definitions, 1s meant that in the
hydrocarbyl, alkyl, aryl, or other moiety, at least one hydro-
gen atom bound to a carbon (or other) atom 1s replaced with
one or more non-hydrogen substituents. Examples of such
substituents include, lout limitation: functional groups such
as halo, hydroxyl, sulthydryl C,-C,,, alkoxy, C,-C,_ alkeny-
loxy C,C,, alkynyloxy, C.-C,, aryloxy, acyl (including
C,-C,, alkylcarbonyl (—CO-alkyl) and C,-C,, arylcarbonyl
(—CO-aryl)), acyloxy (—O-acyl), C,-C,, alkoxycarbonyl
(—(CO)—0-alkyl), C.-C,, aryloxycarbonyl (—(CO)}—O-
aryl), halocarbonyl (—CO)—X where X 1s halo), C,-C,,
alkylcarbonato (—O—(CO)—0O-alkyl), C.-C,, arylcarbon-
ato (—O—(CO)—0-aryl), carboxy (—COQOH), carboxylato
(—COQ™), carbamoyl (—(CO)—NH,), mono-substituted
C,-C,, alkylcarbamoyl (—(CO)—NH(C,-C,, alkyl)),
di-substituted alkylcarbamoyl (—(CO)—N(C, -C,, alkyl)2),
mono-substituted arylcarbamoyl (—(CO)—NH-aryl), thio-
carbamoyl (—(CS)—NR,)), carbamido (—NH-—(CO)—
NH,), cyano (—C=N), 1socyano (—N"=(C7), cyanato
(—O—C=N), 1socyanato (—O—N"=(C"), isothiocyanato
(—S—C=N), azido (—N=—=N"—N"), formyl (—(CO)—H),
thioformyl (—(CS)—H), amino (—NH, ), mono- and di-(C, -
C,, alkyl)-substituted amino, mono- and di-(C;-C,,, aryl)-
substituted amino, C,-C,, alkylamido (—NH—(CO)-alkyl),
C.-C,, arylamido (—NH—(CO )-aryl), imino (—CR—NH
where R=hydrogen, C,-C,, alkyl, C.-C,, aryl, C,-C,,
alkaryl, C.-C,, aralkyl, etc.), alkylimino (—CR=—N(alkyl),
where R=hydrogen, alkyl, aryl, alkaryl, etc.), arylimino
(—CR=N(aryl), where R=hydrogen, alkyl, aryl, alkaryl,
etc.), mtro (—NO,), nitroso (—NO), sulfo (—SO,—OH),
sullonato (—S0O,—0O7), C,-C,, alkylsulfanyl (—S-alkyl;
also termed “‘alkylthi10™), arylsulfanyl (—S-aryl; also termed
“arylthi10™), C,-C,, alkyisulfinyl (—(SO)-alkyl), C-C,, aryl-
sulfinyl (—(SO)-aryl), C,-C,, alkylsulfonyl (—SO,-alkyl),
arylsultonyl (—SO,-aryl), phosphono (—P(O)(OH),), phos-
phonato (—P(O)(0O7),), phosphinato (—P(O)(O7)), phospho
(—PO,), and phosphine (—PH,), mono- and di-(C,-C,,
alkyl)-substituted phosphino, mono- and di-(C.-C,, aryl)-
substituted phosphino; and the hydrocarbyl moieties C,-C,,
alkyl (including C,-C, ,; alkyl, further including C,-C, , alkyl,
and turther including C, -C, alkyl), C,-C,_, alkenyl (including
C,-C, . alkenyl, further including C,-C, , alkenyl, and further
including C,-C alkenyl), C,-C,, alkynyl (including C,-C, 4
alkynyl, further including C7-C, , alkynyl, and further includ-
ing C,-C, alkynyl), C.-C;, aryl (including C.-C,, aryl, and
turther including C.-C, , aryl), and C,-C-,, aralkyl (including
C4-C,,aralkyl, and turther including C .-C, , aralkyl). In addi-
tion, the aforementioned functional groups may, 1f a particu-
lar group permits, be further substituted with one or more
additional functional groups or with one or more hydrocarbyl
moieties such as those specifically enumerated above. Analo-
gously, the above-mentioned hydrocarbyl moieties may be
turther substituted with one or more functional groups or
additional hydrocarbyl moieties such as those specifically
enumerated.

When the term “substituted’™ appears prior to a list of pos-
sible substituted groups, it 1s intended that the term apply to
every member of that group. For example, the phrase “sub-
stituted alkyl and aryl” 1s to be interpreted as “‘substituted
alkyl and substituted aryl.”
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Unless otherwise specified, reference to an atom 1s meant
to 1nclude 1sotopes of that atom. For example, reference to H
is meant to include 'H, “H (i.e., D) and "H (i.e., T), and
reference to C is meant to include "*C and all isotopes of
carbon (such as '°C).

The mvention provides substrates coated on at least one
surface with a material that comprises quaternary amine
groups. The quaternary amities present in the surface coatings
impart anti-bacterial properties to the substrate. The surface
coatings are not covalently bonded to the substrate surface,
but nevertheless form stable coatings that exhibits minimal or
no leaching, dissolution, and/or degradation when exposed to
an aqueous environment. Accordingly, the coatings are gen-
crally sate for use 1n biological applications such as coatings
on contact lens storage cases. The coatings are also stable 1n
dry environments, and may be used to prevent bacterial
growth 1n a variety of applications as described herein. In
sonic embodimentst, the surface coatings are conformal such
that they coat the entire substrate surface (i.e., there are no
gaps ol exposed substrate that could support bacterial
growth). In some embodiments, the coatings uniformly cover
the substrate surface (e.g., the coating thickness may vary by
less than 25%, or by less than 15%, or by less than 10% from
the average over the area of the surface covered). Generally,
the coatings bond to the substrate surface via one or more of
Vander Waals forces, 1onic bonding, and hydrogen bonding.
Methods

Methods for preparing the coatings of the invention will
vary according to factors such as the type and topography of
the surface to be coated, the specific materials used 1n the
coating, the imntended use of the coated object, etc. In addition
to the procedures described herein (including 1n the Examples
set Torth below), the skilled artisan may wish to make refer-
ence to the pertinent literature.

In one embodiment, the coatings of the invention are pre-
pared according to the following procedure which 1s referred
to herein as the “primary process.” A substrate (1.e., an object
to be coated) 1s provided, and a surface of the substrate to be
coated 1s selected. The selected surface 1s coated with a first
layer of material—the first coating 1s referred to herein as a
pre-amine layer, and the matenial 1s referred to herein as a
pre-amine material. The pre-amine material comprises func-
tional groups, and the pre-amine layer 1s subsequently con-
verted (e.g., by reaction of the functional groups with an
amine-containing material or by conversion of the functional
groups to amine groups) to an amine layer—the material
forming the amine layer 1s referred to herein as an amine-
containing material. The amine groups in the amine layer are
subsequently converted to quaternary amines to provide a
substrate coated with quaternary amines groups.

In another embodiment, the coatings of the invention are
prepared according to the following procedure which 1s
referred to herein as the “first modified process.” A substrate
1s provided, and a surface of the substrate to be coated 1s
selected. Separately, an amine-contaiming material 1s pre-
pared. The selected substrate surface 1s coated with the
amine-containing material. The amine groups of the amine-
containing material are subsequently converted to quaternary
amine groups to provide a substrate coated with quaternary
amines groups.

In another embodiment, the coatings of the invention are
prepared according to the following procedure which 1s
referred to herein as the “second modified process.” A sub-
strate 1s provided, and a surface of the substrate to be coated
1s selected. Separately, an amine-containing material 1s pro-
vided. The amine groups on the amine-contaiming material
are converted to quaternary amine groups to provide a qua-
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ternary amine-containing material (in solution or as a solid).
The quaternary amine-containing material 1s coated onto the
selected substrate surface to provide a substrate coated with
quaternary amines groups.

Variations of the methods just described are within the
scope of the invention, and 1t will be appreciated that these
methods may further comprise additional steps not identified
as necessary or desired. For example, a washing step to
remove amine-containing material that i1s not strongly
adhered to the substrate surface may be desirable prior to
conversion to quaternized amine groups. For each of the
above-described methods, the result 1s a substrate having a
coating, wherein the coating comprises quaternary amine
groups. The quaternary amine groups are covalently imncorpo-
rated 1nto the coating. Also, for each of the above-described
methods, the first material to be applied to the substrate sur-
face (1.e., the pre-amine material 1n the primary process, the
amine-containing material in the first modified process, and
the quaternary amine-containing material in the second modi-
fied process ) bonds non-covalently to the surface. Such bond-
ing may be via hydrogen bonding, Vander Waals forces, 10nic
bonding, or any combination thereof. Also, 1n each of the
above-described methods, the final coating materials are sub-
stantially water isoluble.

Maternals

The mvention provides coatings disposed upon substrates.
The substrate supports the coatings of the imnvention, and also
provides structural functionality to carry out the applications
described herein (e.g., storage, structural support, etc.). The
substrate may have a variety of shapes and properties, and
may be made from a variety of maternials as described in more
detail below.

In some embodiments, the substrate 1s designed to perform
a biological function, such as a providing structural support,
or functioning as a replacement component for a biological
organism, or assisting a medical procedure. In some embodi-
ments, the substrate 1s designed to provide storage, such as
storage of biological samples, objects having a biological
function, tools and other materials used in medical proce-
dures, and the like. Examples of substrates suitable for the
invention include stents, catheters, and the like.

The shape and topography of the substrate and substrate
surface to be coated will be selected according to the intended
use. For example, storage containers may include lids that are
also intended to be coated with the coatings of the invention.

In some embodiments, the substrate comprises a polymeric
material. For example, some preferred polymer materials for
the substrate include polyalkylenes such as polyethylene,
polypropylene, and polybutylene, vinyl polymers such as
polystyrene, poly(vinylchloride), poly(methacrylate), poly
(methylmethacrylate), and poly(isobutylene), polyesters
such as poly(ethylene terephthalate), other addition polymers
such as polyurethane, and copolymers of the above (e.g.,
copolymers having alkylene and/or vinyl repeat units). Si1lox-
ane (1.e., silicone) polymers are also a preferred substrate
matenal, including polydimethylsiloxane polymers and the
like. Natural latex rubber polymers are also a preferred sub-
strate material. Derivatives of any of the foregoing polymers
and copolymers are also within the scope of the invention.

In other embodiments, the substrate comprises a metal or
alloy. For example, stainless steel commonly used 1n surgical
instruments 1s a suitable substrate for the coatings of the
invention. Other metals such as those commonly used 1n
surgical implants, storage containers, watercraits hulls, etc.
are also suitable as substrates. Examples of specific metals
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8

include steels (e.g., carbon steel, alloy steel such as stainless
steel, etc.) and alloys containing nickel, titantum, copper, tin,
chromium, molybdenum, etc.

In one embodiment (referred to above as the primary pro-
cess), the substrate 1s first coated with a pre-amine material.
The pre-amine material 1s a material that comprises func-
tional groups capable of being converted to amine groups.
The pre-amine material 1s (typically although not necessarily)
a polymeric material. For example, the pre-amine material
may be a chlorinated polymer such as a chlorinated polyalky-
lene (e.g., chlornnated polypropylene, chlorinated polybuty-
lene, etc.) or a chlorinated vinyl polymer (e.g., chlorinated
polystyrene, chlorinated poly(alpha-methylstyrene), chlori-
nated poly(isobutylene), etc.). Functional groups other than
chloro groups are also within the scope of the invention.
Examples include bromo or 10do groups, hydroxyl groups,
ctc. The pre-amine material can range in molecular weights
from 1,000 D to 1,000,000 D or more, and 1s preferably
soluble 1n organic solvents such as toluene or the like. The
pre-amine material 1s deposited onto the substrate surface
using any appropriate method of deposition, and the resulting
layer 1s referred to herein as a “pre-amine layer.”

Once the pre-amine layer 1s deposited, the functional
groups on the pre-amine material are converted to amine
groups. Conversion 1s generally accomplished by reacting the
functional groups with a reagent effective to convert the func-
tional groups to amine groups. For example, in some embodi-
ments, the functional groups are halide groups and are reacted
with an amine-containing reagent under conditions effective
to convert the halide groups to amine groups. The amine-
containing reagent may be, in some embodiments, a poly-
meric material comprising amine groups in the repeat units of
the polymer (either 1n the polymer backbone, or attached as
pendant groups, or a mixture of both). For example, the
amine-containing reagent may be a polymer comprising a
mixture ol primary amines, secondary amines, and tertiary
amines. One preferred such material 1s branched poly(ethyl-
eneimine) (PEI). Another material suitable for the coatings of
the mvention 1s linear PEI, which comprises secondary
amines. Generally herein, reference to “PEI” 1s meant to
include both linear and branched varieties. PEI may be pre-
pared specifically for the uses described herein, or may be
purchased commercially. PEI 1s generally prepared from eth-
yleneimine, and may be described as having ethylene amine
repeat units. PEI suitable for the coatings of the invention may
be linear or branched PEI. Other suitable amine-containing
reagents include secondary amines such as dihexyl amine and
the like. Other suitable amine-containing reagents include
tertiary amines such as poly(vinyl pyrnidine) and the like.
Polymeric and oligomeric amine-containing reagents will
typically, although not necessarily, have a molecular weight
in the range of about 350 D to about 1,000,000 D, or above
about 400 D. Once the pre-amine layer 1s converted (i.e.,
amine groups are formed), the coating material 1s referred to
herein as an “amine-containing coating material” (or “amine-
containing material”), and the coating 1s referred to as an
“amine layer.” It will be appreciated that the composition of
the amine-containing coating material will, in some embodi-
ments, be a combination of the materials used 1n preparation
(1.e., the pre-amine material and the amine-containing
reagent). The amine-containing coating material may be a
crosslinked material, or may be a non-crosslinked material
having a molecular weight 1n the range of about 1,500 D to
about 2,000,000 D or greater.

Once the amine layer 1s formed, the amine groups are
converted to quaternary amine groups. Conversion 1S gener-
ally accomplished using an electrophilic alkylating reagent




US 9,127,173 B2

9

such as an alkyl halide. Any suitable alkyl halide can be used,
such as RX where X 1s halo (Br, Cl, orI) and R 1s alkyl (Me,
Et, n-Pr, 1-Pr, n-Bu, 1-Bu, t-Bu etc.). Larger alkyl halides and
substituted alkyl halides may also be used. Other electrophilic
reagents, such as electron-withdrawing aryl halides, may also
be used. In embodiments where the amine-containing reagent
1s a tertiary amine (such as poly(vinyl pyridine)), in some
embodiments the reaction product of the amine-containing
reagent and the pre-amine material comprises quaternary
amine groups. In such embodiments, 1t 1s not necessary to
react the coating further to form quaternary amine groups
(although further conversion to increase the yield of quater-
nary amine groups may be carried out if desired).

In another embodiment (referred to above as the first modi-
fied process), the substrate 1s as described above for the pri-
mary process. An amine-containing material 1s prepared and
coated directly onto the substrate. Thus, 1n some embodi-
ments, the first modified process comprises converting func-
tional groups to amine groups prior to forming any coatings
on the substrate. For example, an amine-containing poly-
meric material may be prepared by reacting, in solution,
chlorinated polypropylene with PEI. The resulting amine-
containing material 1s then coated onto the substrate using any
appropriate method (e.g., solution casting or the like). Once
the amine-containing layer is thus prepared, the amine groups
are converted to quaternary amine groups as described above
for primary process. The materials described above for the
primary process may also be used 1n the first modified pro-
CEesS.

In another embodiment (referred to above as the second
modified process), the substrate 1s as described above for the
primary process. An amine-containing material 1s prepared as
described for the first modified process (i.e., 1n solution or
otherwise separate from the substrate). The amine-containing
material 1s converted to a quaternary amine-containing mate-
rial and 1s then coated onto the substrate. The materials suit-
able for preparing the quaternary amine-containing material
are as described above for the primary process. The materials
described above for the primary process may also be used 1n
the second modified process.

The coatings of the invention may further be described as
comprising quaternary amine groups covalently attached to a
support layer. The support layer 1s non-covalently attached to
the substrate and comprises, for example, the reaction prod-
uct of the pre-amine material and the amine-containing
reagent. As described supra, the pre-amine material and
amine-containing reagent may be reacted after deposition of
the pre-amine material on the substrate (i.e., the primary
process), or may be reacted prior to deposition onto the sub-
strate (1.e., the first and second modified processes). Thus, the
support layer comprises a material that may be formed step-
wise on the substrate surface (1.e., the primary process), may
be formed and then deposited onto the substrate surface (1.e.,
the first modified process), or may be formed and modified to
contain quaternary amines prior to being deposited on the
substrate surface (i.e., the second modified process).

The support material 1s prepared from the pre-amine mate-
rial which 1s typically, although not necessarily, a polymeric
material. Suitable support matenals therefore include poly-
alkylenes such as polyethylene, polypropylene, and polybu-
tylene, vinyl polymers such as polystyrene, poly(vinyl chlo-
ride), poly(methactylate), and poly(methylmethacrylate),
addition polymers such as polyurethanes, polycarbonates,
and polyesters, and copolymers thereotf (e.g., copolymers
having alkylene or vinyl repeat units, or other copolymers
such as poly(ethylene terephthalate)). Other materials as
described supra are also suitable. Combinations of such poly-
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mers are also suitable. In some embodiments, for example,
the support material 1s a polymeric material that comprises
repeat units selected from ethylene, substituted ethylenes
(e.g., ethylene amine, ethylene oxide, etc.), propylene, buty-
lene, cyclopentane, styrene, vinyl pyridine, methacrylate,
methylmethacrylate, butadiene, carbamate, carbonate,
terephthalic acid, dernivatives thereof, and combinations
thereof.

The coatings of the mvention comprise quaternary amine
groups that are covalently attached to the support matenal,
For example, where the support material 1s a polymeric mate-
rial, the quaternary amine groups may be attached to side-
groups of the base polymer (or may themselves form side-
groups of the polymer), or may be directly incorporated into
the polymer backbone. Thus at least one of the groups
attached to the mitrogen atoms of the quaternary amine groups
1s the support material (1.e., in embodiments where the qua-
ternary amine group 1s, or 1s attached to, a polymer side-
group), and 1n some embodiments two of the groups attached
to the nitrogen atoms of the quaternary amine groups are the
support material (1.e., in embodiments where the quaternary
amine group 1s directly imncorporated into the polymer back-
bone of the support material). The remaining two of three
groups attached to the nitrogen atoms of the quaternary amine
groups may be selected from alkyl (e.g., methyl, ethyl, pro-
pyl, etc., including branched, substituted, and cyclic alkyl
groups), aryl (e.g., phenyl, substituted phenyl, etc.), alkaryl,
and aralkyl (e.g., benzyl, etc.) groups.

In preferred embodiments, the coatings of the invention are
highly water insoluble. Accordingly, the coatings of the
invention do not allow “leaching™ into aqueous environ-
ments—1.€., upon exposure to an aqueous environment, sub-
stantially none of the material present in the coatings of the
invention are dissolved. For example, 1n some embodiments,
less than 25%, or less than 20%, or less than 15%, or less than
10%, or less than 5%, or less than 3%, or less than 1%, or less
than 0.1% by weight of the coatings of the invention are
leached 1nto an aqueous environment (at room temperature)
over a period of 1 hour, or 10 hours, or 15 hours, or 24 hours,
or 3 days, or 1 week, or 1 month, or 1 vear.

In some embodiments, the coatings of the invention are
stable to common processing conditions for the devices and
substrates described herein. For example, the coatings are
stable toward sterilization using heat, chemical sterilizers
(e.g., ethylene oxide), and/or steam.

As described in more detail supra, the support material may
be prepared 1n a number of ways. It will be appreciated that
the method selected for preparation of the support material
may have a bearing on the final composition and/or the com-
position of the coating material at any stage 1n the preparation
process. The support material may, 1n some embodiments,
turther comprise additional functional or non-functional (1.e.,
inert) components such as diluents, colorants, anti-oxidants,
etc.

In some embodiments, the coatings of the invention cover
all external surfaces of the substrate. In some embodiments,
the coatings cover only a portion of the external surfaces of
the substrate, such as one surface, or a plurality of surfaces.
The coatmgs may be any suitable thickness. A suitable thick-
ness 1s typically one that allows the coating to fully cover the
underlying substrate surface, such that few or no pinholes or
bare spots remain. For example, suitable thicknesses include
those with the range of about 10 nm to about 0.1 nm, or about
100 nm to about 0.1 MM. or about 1000 nm to about 0.1 mm.
For example, suitable thicknesses may be less than about 0.1
mm, or less than about 10 microns, or less than about 1
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micron, or greater than about 100 nm, or greater than about
1000 nm, or greater than about 10 microns.

In some embodiments, a coating of the mvention 1s pre-
pared from the same material as the substrate. For example, in
some embodiments, the substrate 1s polypropylene, and the
support layer also comprises polypropylene (modified as
described herein to contain quaternary amine groups), 11
some embodiments, the pre-amine material and the substrate
comprise the same type of material, but the amine-containing
reagent comprises a different material. For example, both the
substrate and the pre-amine material comprise polypropylene
(in the case of the pre-amine material, a modified polypropy-
lene such as chlorinated polypropylene), and the amine-con-
taining reagent 1s polyethyleneimine. In some embodiments,
the pre-amine material and the amine-containing reagent are
both polymers, but comprise different repeat units. In other
embodiments, the pre-amine material and the amine-contain-
ing reagent are both polymers, and comprise the same repeat
units.

In some embodiments, the quaternary amines present in the
coatings of the invention comprise the structure of formula (I)

(D

wherein R', R*, R°, and R* are independently selected
from hydrocarbyl, heteroatom-containing hydrocarbyl, and
substituted heteroatom-containing hydrocarbyl. In some
embodiments, R', R*, R°, and R* are independently selected
from alkyl, alkenyl, alkynyl, aryl, aralkyl, and alkaryl, any of
which may contain one or more (e.g., 2, 3, 4, etc.) substituents
and one or more (e.g., 2, 3, 4, etc.) heteroatoms. 1n some
embodiments, one of R', R*, R®, and R* is a sidechain (com-
prising, e.g., a linking group selected from alkylene and
arylene) that 1s connected to the backbone of a larger polymer.
In some embodiments, the nitrogen atom 1s part of the back-
bone of a polymer, such two (in the case of linear polymers)
or three (in the case of branched polymers) of R*, R*, R®, and
R* represent backbone portions of the polymer. In some
embodiments one of more of R', R*, R>, and R* is selected
from C,-C , , alkyl, such as methyl, ethyl, propyl, and the like.
In some embodiments three of R', R*, R®, and R* comprise
polymer backbone groups such that the nitrogen atom 1s a
branch point in the polymer material that forms the coating. In
such embodiments, the polymer may be branched, highly
branched, or cross-linked.

In some embodiments, the coatings of the mvention com-
prise quaternary amines having the structure of formula (1),
wherein two or three of R', R, R®, and R* comprise poly-
meric moieties and the remaining one or two of R', R*, R°,

and R* are selected from C,-C,, alkyl, C,-C,, alkenyl,
C,-C,, alkynyl, C.-C,, aryl, C,-C,, aralkyl, and C.-C,,
alkaryl, any of which may be substituted and/or heteroatom-
containing. In some embodiments, the coatings of the mven-
tion comprise quaternary amines having the structure of for-
mula (I), wherein at least one of R', R*, R?, and R* comprises
a methyl, ethyl, propyl, or butyl group.

In some embodiments, the coatings of the mvention are
polymers comprising quaternary amine groups having struc-
tures selected from (a)-(c)
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(a)

(b)

(c)

whereinR", R?, and R’ are as described above and the wavy
lines represent polymeric moieties. Any combination of
structures (a)-(c) may be present in the polymeric materials of
the mvention. For example, 1n some embodiments, the mate-
rials contain only structure (a), whereas 1n sonic embodi-
ments the materials contain a combination of structures (a),
(b), and (c).

In some embodiments, the coatings of the invention prior to
quaternization comprise polymers having the structure of

formula (II)
X Y

NR,

(1)

wherein X and y are non-negative itegers (including zero).
Subsequent to quaternization of such materials, all or a por-

tion of the nitrogen atoms 1n the polymer structure are con-

verted to cationic moieties such as 1n the structure of formula
(IIa)

(ITa)

R{ /R2
\V\G)a/e\/N%\
N @
le A y
RB_TG)_RI
R2

Accordingly, 1n some embodiments, the coatings of the
invention comprise branched or cross-linked polymers that
comprise quaternary amine groups as part of the backbone
polymer structure (1.e., “non-terminal” quaternary amines
groups ). In some embodiments, the coatings of the invention
comprise branched or cross-linked polymers that comprise
quaternary amine groups as sidegroups (1.e., “terminal” qua-
ternary amine groups) to the polymer structure. In some
embodiments, the coatings of the invention comprise
branched or cross-linked polymers that comprise both termi-
nal and non-terminal quaternary amine groups.
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In some embodiments, the coatings of the mvention com-
prise polymers that contain, on average, one quaternary
amine for each repeat unit of the polymer. In some embodi-
ments, the coatings of the invention comprise polymers that
contain, on average, more than one quaternary amine for each
repeat unit of the polymer 1n the coating. Compounds having
the structure of formula (Ila) are examples of the latter
embodiment, since some of the repeat units in the polymer
contain Iwo quaternary amine groups. Thus, 1n some embodi-
ments, the coatings of the invention comprise polymers that
comprise a repeat unit having more than one (e.g., two) qua-
ternary amine group.

In some embodiments, the coatings of the imnvention are
prepared from non-peptidic polymeric materials. That 1s, the
maternals that form the coatings are synthetic organic poly-
mers and are neither synthetic nor natural polypeptides. That
1s, 1n some embodiments, the coatings of the mvention are
formed from polymers that are other than polyamino acids.

In preferred embodiments, the coatings of the mvention
have anti-bacterial properties that are inherent in the coat-
ings—1.¢., the coatings do not contain antibacterial com-
pounds “dissolved” therein and prone to leaching out of the
coatings. For example, the antibacterial coatings of the mnven-
tion do not contain silver 1ons dissolved therein. Furthermore,
as described supra, the coatings of the invention are not
covalently bonded to the substrate surface.

Uses

The coating materials of the invention are suitable for a
variety of uses and applications. In some embodiments, the
coating maternials of the mmvention are suitable for medical
uses such as for coating biomedical devices, medical tools,
objects mtended to contact a biological orgamism, and any
storage units for storage of such items. For example, the
coating materials of the invention are suitable for coating the
surfaces of storage containers intenped for storage of items
such as biologics (e.g., biomedical devices, biologic medica-
tions, etc.), corrective eyewear, dental appliances and other
dental devices, catheters, stents, pharmaceuticals, medical
instruments, and the like. The coating materials of the mven-
tion are also suitable 1n non-medical applications, such as in
the food service industry. For example, the coating materials
of the mnvention are suitable for coating the surfaces of storage
containers intended for storage of items such as cooking
utensils, cleaning solutions, rinse solutions, certain food
items, and the like. The coatings of the invention may also be
used 1n the farming and livestock industry, such as to prevent
the spread of bacteria 1n food-processing facilities.

In some embodiments, the coatings of the mvention are
suitable for preventing bacterial infections and the spread of
bacteria 1n a hospital environment. In such embodiments, the
coatings may be applied to various surfaces that commonly
support bacterial growth (and therefore exacerbate the spread
of bacterial infections), and/or may be applied to medical
instruments and other items used in medicine (e.g., catheters,
stents, surgical tools, stethoscopes, orthopedic screws, etc.).

In some embodiment, the coatings of the invention are
suitable for preparing polypropylene contact lens storage
cases that will prevent bacterial contamination of lenses. In
such embodiment, the quaternized amine coating forms an
anti-bacterial coating on at least the inside surface of the
storage case. Even with repeated use and minimal cleaning
(1.e., simple rnsing with water), the antibacterial properties
of the quaternized amine coatings prevent bacterial growth on
the surface(s) of the case. Prevention of such growth therefore
also prevents bacterial growth when contact lens storage solu-
tion and contact lenses are added to the case, which prevents
the transier of bacteria into the eyes of the contact lens wearer.
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Preferred contact lens cases are prepared from polypropy-
lene. Where polypropylene 1s used as the substrate, a pre-
terred support layer comprises polypropylene (and may fur-
ther comprise, for example, polyethylene units, additives,
etc.).

Contact lens cases coated with the quaternized amine coat-
ings ol the mvention may be prepared as single-use storage
containers or as multiple-use containers. The containers may
be intended for short term storage (e.g., minutes or hours),
medium term storage (e.g., overmght or several days) and/or
for long terms storage (e.g., weeks or months or longer).

In some embodiments, the coatings of the invention are
used to prepare anti-bacterial coatings on contact lenses.
Daily-wear, single use, and extended wear contacts (1includ-
ing both hard and soft varieties) may be coated with the
coatings of the invention. Accordingly, 1n one embodiment,
the mvention includes a contact lens comprising an anti-
bacterial coating wherein the antibacterial coating comprises
quaternary amines as disclosed herein.

In another embodiment, the coating of the imvention may
be used to coat at least one surface of a catheter and/or of a
case for storing a catheter. Suitable catheters include urinary
catheters, venous catheters, umbilical lines, balloon cath-
eters, and the like.

In another embodiment, the coatings of the invention may
be used to coat metals used, for example, 1n surgical mstru-
ments. Surgical tools having a coating according to the inven-
tion are less susceptible to supporting and spreading bacterial
infections during surgical procedures.

In some embodiments, the coatings of the invention are
applied to objects as part of the manufacturing process, That
1s, the coatings are applied prior to leaving the manufacturing
facility. In some embodiments, the coatings are applied (or
re-applied) to a re-usable object 1n a re-sterilization process,
which 1n some embodiments 1s carried out prior to final ster-
ilization (e.g., using steam or ethylene oxide).

In some embodiments, the coatings of the invention have
anti-bacterial properties that suppress (either completely or
partially) the growth of a variety of types of bacterial. In some
embodiments, the coatings of the invention are biocidal
towards a variety of types of bacterial. In sonic embodiments,
the coatings kill and/or suppress the growth of both Gram-
positive and Gram-negative bacteria, as well as drug-resistant
bactenia. The coatings kill and/or suppress the growth of
bactena selected from the genera. Escherichia, Enterobacter,
Salmonella, Staphylococcus, Shigella, Listeria, Aevobacter,
Helicobacter, Klebsiella, Proteus, Pseudomonas, Streptococ-
cus, Chlamydia, Myvcoplasma, Preumococcus, Neisseria,
Clostridium, Bacillus, Corynebacterium, Mycobacterium,
Campylobacter, Vibrio, Serratia, Providencia, Chromobacte-
rium, Brucella, Yersinia, Haemophilus, DBovrdetella,
Burk.holderia, Acinetobacter, FEnterococcus, and Fran-
cisella. For example, in some embodiments, the coatings kill
and/or suppress the growth of Pseudomonas aeruginosa,
Pseudomonas aeruginosa, coagulase-negative Staphyio-
cocci, Enterococcus faecalis, Streptococcus viridans,
Escherichia coli, Proteus mirabilis, and/or Staphyviococcus
aureus (including methicillin-resistant Staphyiococcus
aureus (MRS A) and methicillin-susceptible Staphyviococcus
aureus (CISSA)). In some embodiments, the coatings of the
invention are effective against bacteria that have infected and
bred within protozoa, such as MRSA (methicillin-resistant
Staphviococcus aureus) bred within acanthameoha. In some
embodiments, the coatings of the invention have anti-fungal
properties. In some embodiments, the coatings of the mnven-
tion have anti-protozoan properties (e.g. against acan-
thameoba).
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In some embodiments, the coatings of the imnvention are
disposed on a substrate and are effective to inhibit the growth
ol bacteria on the substrate. For example, upon exposure to an
aqueous medium comprising bacteria, a substrate comprising
a coating of the invention will exhibit 70% less, or 80% less,

or 90% less, or 95% less, or 98% less, or 99% less, or 99.9%

less, or 99.99% less bacterial growth on the substrate over a
predetermined period of time (e.g., 1 hour, 10 hours, 24 hours,
48 hours, 72 hours, etc.) compared with a similar substrate
lacking such a coating.

In some embodiments, the coatings of the mvention are
elfective to reduce a population of bacteria 1n a solution
contacting the coatings. For example, upon exposure to a
solution containing a population of bacteria, a substrate com-
prising a coating of the ivention will reduce the bacterial
population 1n the solution by at least 50%, or at least 60%, or
at least 70%, or at least 80%, or at least 90%, or at least 95%,
or at least 98%, or at least 99%, or at least 99.9% over a
predetermined period of time (e.g., 1 hour, 10 hours, 24 hours,
48 hours 72 hours, etc.) compared with a similar substrate
lacking such a coating.

All patents, patent applications, and publications men-
tioned herein are hereby incorporated by reference in their
entireties. However, where a patent, patent application, or
publication containing express definitions 1s incorporated by
reference, those express definitions should be understood to
apply to the incorporated patent, patent application, or pub-
lication 1n which they are found, and not to the remainder of
the text of this application, 1n particular the claims of this
application.

It 1s to be understood that while the invention has been
described in conjunction with the preferred specific embodi-
ments thereof, that the foregoing description as well as the
examples that follow, are intended to illustrate and not limat
the scope of the mvention. It will be understood by those
skilled 1n the art that various changes may be made and
equivalents may be substituted without departing from the
scope of the invention, and turther that other aspects, advan-
tages and modifications will be apparent to those skilled in the
art to which the invention pertains.

EXAMPLES

Example 1

Preparation of Coated Polypropylene

Scheme 1: The primary process for the preparation of antimicrobial
polypropylene

CPP
PP

APP
PP

QPP
PP

CPP

—h.

pp PEI

Description of Sample Preparation. A sample material was
prepared according to Scheme 1. Thus, chlorinated polypro-
pylene (CPP; ca. 26% Chlorine content, Mw ca. 100,000,
purchased from Aldrich) was dissolved in toluene at ca. 100°
C. (5 wt % solution). Polypropylene sheet (PP; thickness of
116", purchased from MSC Industrial Supply) was sliced into
small pieces (1 cmx1 cm), followed by washing with metha-
nol and deionized water to remove impurities on the surface.
The surface of polypropylene was carefully coated with 5 wt
% CPP solution and dried overnight at ambient temperature
under air. The resulting CPP/PP piece was placed 1nto vial,
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followed by adding 1 mL per piece of 1 wt % polyethylene-
imine solution (PEI; Mw ca. 423, purchased from Aldrich and
dissolved 1n acetone or acetonitrile). The mixture was stirred
overnight at ca. 60° C., then the piece was taken out from vial
and rinsed with acetone and deionized water. This aminated
PP piece (APP/PP) was immersed 1n a mixture of ethyl bro-
mide (6 wt % solution 1n acetone or acetonitrile) and triethy-
lamine (0.1 mL per piece). After reaction at ca. 40° C. for 24
h, the piece was washed with deionized water and acetone.
The density of quaternary ammonium groups on the surface
was measured by a colorimetric method based on fluorescent
complexation and UV-Vis spectroscopy.

Table 1 provides physical characteristics and preparatory
methods for the samples prepared.

TABL.

(L]

1

Selected data for prepared samples.

Well # Sample # PEI (Mw) Amination (h) RX Base
1 1 423 84 EtBr
2 2 423 84 EtBr Et;N
3 5 423 17 EtBr
4 6 423 17 EtBr Et;N
5 7 423 17 Cl10—I
6¢ 8 423 17 Cl10—I Et;N
7° 9 423 84 Cl10—LEtBr Et;N
8¢ 10 10000 6 EtBr Et;N
9° 11 10000 6 Cl10—I Et;N

10 PP — —

11 CPP/PP — —

12 APP/PP 423 17

“Cio—I 1s 10dodecane.

bQu aternary ammonium polypropylene/PP prepared with 1ododecane wasresubjected to the
muxture of EtBr and Triethylamine.
“Branched polyethyleneimine (Mw~10,000) was used.

Example 2

Description for the Modified Antimicrobial Polypropylene
Coating Process. Scheme 2 shows a modified method for
antimicrobial polypropylene coating. Compared with the
process shown 1n Scheme 1, 1n this method the amine-con-
taining material (in Scheme 2, labeled APP) was prepared
prior to coating the polypropylene slide. Substitution of chlo-
rine 1 CPP with polyethylene mine gave the aminated
polypropylene (APP) in solution. The PP slide was then
coated with the APP solution, and the slide was washed with
deionized (D.I) water and acetone to completely remove
unreacted PEI and PEI salt. The coated APP/PP slide was

quatemized alkyl halide to give the quatemized amine coated
product (QPP/PP).

Scheme 2: First modified process for the preparation of
antimicrobial polypropylene

APP
PP

PEI Coating

QPP
CPP —— APP

PP

1. Wash
-
2.RX

-

PP

Specific experimental procedures for one sample prepared
according to the modified process are as follows. Polyethyl-
eneimine (PEI, branched, Mw=235,000; 10,000 by GPC, 0.33
g) was dissolved 1n acetone (15 ml), and added to 10 ml of
Chlorinated polypropylene solution (5 wt % in toluene). The
mixture was stirred at 50° C. for 3 days. Deposited polymer
was found during the reaction. After the reaction, the solution
was carefully removed from the deposited polymer. The PP
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slide (1 cmx1 cm) was dipped into this solution. The resulting
APP coated PP slide was washed with DI water and acetone
to completely remove unreacted PEI and PEI salt. After dry-
ing under vacuum, the slide was put into a vial followed by

adding acetonitrile (2 ml) and methyl iodide (0.2 ml). The °

mixture was stirred at 50° C. overnight. The resulting PP slide
(QPP/PP) was washed with DI water and acetone, and dried
under vacuum.

Example 3 10

Description for the Second Modified Coating Process.
Scheme 3 shows the method for antimicrobial polypropylene
coating. This method prepares a quaternized amine com-
pound (quatemized polyethyleneimine in Scheme 3, labeled 15
QPEI) prior to coating a substrate (polypropylene 1n Scheme
3, labeled PP). In Scheme 3, polyethyleneimine (labeled PEI)
1s the base amine material for preparing a quaternized amine
compound. After obtaining quaternized amine as solid, 1t 1s
dissolved 1n a suitable solvent and coated to polypropylene 20
surface.

Scheme 3: The QPEI coating process
25

1. RBr/Base Coating QPEI

PEI ——— »  QPEI = ‘... —

Specific experimental procedures for one sample prepared 30
according to the QPEI process are as follows. To polyethyl-
eneimine (PEI, branched, Mw=235,000, 0.96 g) in t-Amy]
alcohol (12 mL) was added 1-Bromohexane (11.6 ml) fol-
lowed by K,CO; (3.6 g). The bottle was sealed and stirred for
24 hrs at 95° C. After removing solids by filtration, methyl 35
iodide (2.7 ml) was added to the solution. The mixture was
stirred 1n a sealed bottle for another 24 hrs at 60° C. The
product solution was passed through a cotton plug to remove
solid precipitates, and the resulting solution was put 1n a
vacuum evaporator to reduce the volume of solvent to about 40
10 ml. Hexane was added to the solution to precipitate the
product. The product-hexane mixture was stirred overnight at
room temperature, the product was collected by filtration,
washed with hexane, and dried under Vacuum. The yield of
product, quatemized polyethyleneimine (QPEI) was 3.37 g 45
(beige fine powder).

The resulting QPEI was dissolved in methanol to make 3
wt % or 10 wt % solution. A PP slide (1 cmx1 cm) was dipped
into the QPEI-methanol solution. After 5 min, the coated PP
slide was taken out from the solution and dried under vacuum. 50

The amount of quatemized amine was characterized
according to the procedure described 1n Huang et al., “Anti-
bacterial Polypropylene via Surface-Initiated Atom Transier
Radical Polymerization,” Biomacromolecules 20077, 8, 1396-
1399. Results are provided 1n Table 2. for four samples pre- 55
pared according to two different methods as described above.

TABLE 2
Density of quaternized amine in Coated Polyvpropylene 60
Sample#  Method PEI (Mw) QPP (ug)
A QPEI coating (10 wt %) 25,000 4.9
C QPEI coating (5 wt %0) 25,000 3.4
L The modified coating 25,000 13.6
N The original coating 25,000 8.9 63
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Example 4

Antibacterial Screening Study

Samples were tested to determine if the prepared quater-
nary ammonium polypropylene coated polypropylene (QPP/
PP) material has inhibitory or cidal activity against bacteria
and to determine if it has residual action after the initial
bacterial exposure.

Study Design: Squares of quaternary ammonium polypro-
pylene on polypropylene (QPP/PP) were exposed to suspen-
sions of Pseudomonas aeruginosa and Staphylococcus
aureus to determine 1f growth was inhibited and 11 the organ-
1sms were killed. The effect of QPP/PP on the bacteria was
compared to control squares consisting of polypropylene
alone, polypropyvlene with an overlayer of chlorinated
polypropylene (CPP/PP), or polypropylene with an overlayer
of aminated polypropylene (APP/PP).

Preparation of Microtiter Trays: Squares was glued to the
bottom of wells 1n 12 well micro titer trays. Each tray had
squares with different concentrations ol QPP/PP as well as
control squares. Each tray bottom was marked by a spot
located on the upper, left hand corner, and a template indicat-
ing the contents and location of the squares 1n the wells was
made. The trays was wrapped individually and sterilized. One
tray was used with one species.

Test for Inhibition: 24 hour broth cultures of P. aeruginosa
and S. aureus were prepared in tryptic soy broth. The suspen-
sions were adjusted to concentrations of 10° orgs/ml. One ml
of broth was added to each well 1n a tray. The tray was
incubated for 18 hours at 35° C. The wells were examined for
turbidity as indicating growth. Growth indicated lack of
inhibitory activity.

Test for Cidal Activity: Every well was subcultured to a
blood agar plate, and the plates were incubated for 18-24
hours at 35° C. Colonies were counted. Growth 1ndicated a
lack of cidal action.

Test for Residual Activity: Immediately after the plates
were subcultured and all broth had been removed from each
well, sterile tryptic soy broth was added to the wells, and the
well was incubated again at 18 hours at 35° C., The wells were
examined for growth. Growth indicated lack of residual anti-
bactenal activity.

Specific procedures followed the following four-day
schedule.

Day 1: cultures of S. Aureus and P. Aeruginosas were
prepared.

Day 2: five sample trays were prepared two containing
sample A, two containing sample C, and a fifth containing a
polypropylene control. An aliquot of solution containing cul-
tured S. Aureus was placed 1n a tray containing sample A and
in a tray contaiming sample C. An aliquot of solution contain-
ing cultured P. Aeruginosas was placed 1n a tray containing
sample A and 1n a tray containing sample C.

Day 3: aliquots (0.5 ml) from each of the four sample trays
were removed and placed in cultures.

Day 4: the number of colonies 1n each culture was counted.

Samples A and C were subjected to 1n vitro growth tests as
described 1n the preceding paragraphs. Results of the experi-
ment are provided in FIGS. 1 and 2 and Table 3. The S. Aureus
culture grown from solution contacting a polypropylene con-
trol (1.e., a sample material containing no anti-microbial coat-
ing material) 1s shown in FIG. 1C; full bacterial growth (=200
colonies) 1s observed. The culture of S. Aureus grown from a
solution contacting sample A 1s shown 1n FIG. 1A; no bacteria
colonies are present. The culture of S. Aureus grown from a
solution contacting sample C 1s shown in FIG. 1B; more than
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200 bacteria colonies are present, but significantly fewer
colonies are present compared with the control sample. These
results show that the coatings present on samples A and C
inhibited the growth of S. Aureus, a Gram+ bactena.

The P. Aeruginosas culture grown from solution contacting,
a polypropylene control (1.e., a sample material containing no
anti-microbial coating material) 1s shown i FIG. 2C: full
bacterial growth (>200 colonies) 1s observed. The culture of
P. Aeruginosas grown from a solution contacting sample A 1s
shown 1n FIG. 2A; bacterial growth 1s observed, but signifi-
cantly less compared with the control. The culture of F.
Aeruginosas grown from a solution contacting sample C 1s
shown 1n FIG. 2B; more than 200 bacteria colonies are
present, but significantly fewer colonies are present com-
pared with the control sample. These results show that the
coatings present on samples A and C inhibited the growth of
P. Aeruginosas, a Gram-bacteria.

TABL

(L]

3

Results of Biological Screening for Coated Polypropylene

Sample PEI
# Method (Mw) Coating Sol’n  Result (# colony)“
A QPEI coating 25,000 100 mg QPEL/ 8. (~0), P. (<50)
1 mL MeOH
C QPEI coating 25,000 50 mg QPEL/  S. (<200), P. (<200)
1 mL. MeOH

“S: Staphyvlococcus aureus, P: Pesudomonas aeruginosa

Example 5
Contact Lens Studies

Preparation of Bacteria and Contact Lenses. P. aeruginosa,
isolated from a CLARE (Contact Lens-induced Acute Red
Eve) event 1n humans, 1s grown overnight in tryptone soya
broth (TSB), washed in phosphate-builered saline (PBS;
NaCl8 g 7', KC10.2 ¢ L™, Na,HPO, 1.15 g L™, and
KH,PO, 0.2 gL.-") and re-suspended in PBS to an OD660 nm
of 2.9. The suspension 1s examined by light microscopy to
ensure clumping does not occur. Sterile contact lenses are
removed from vials and washed three times 1n 1 mL PBS
betfore use and then immersed in 1 mL of bacterial suspension
for approximately 30 minutes before insertion.

The contact lenses are removed from the bacterial suspen-
sion with sterile forceps, washed once 1n 1 mL sterile PBS,
and placed on the eyes. The lenses are evaluated for the
number of both total and viable adherent bacteria before
insertion and on removal at the completion of the experiment.
The wviable bacteria are quantitated by homogenizing the
lenses (e.g., using a DIAX 3500 homogenizer; Heidolph, Ber-
ladingen, Germany), A 100-microliter aliquot of the resulting
homogenate 1s serially diluted 1:10 1n sterile PBS. Triplicate
aliquots (20 microliter) of each dilution, including the origi-
nal homogenate, are plated onto nutrient agar. The plates are
incubated for 24 hours at 37° C. before colony-forming units
(cfu) are enumerated and the. units per lens calculated. The
total number of bacteria on the lens surface (colony-forming
units per square millimeter) 1s estimated by using light
miCroscopy.

Preparation of bacteria and contact lenses for S. aureus, a
strain 1solated from a case of CLPU (Contact Lens-induced
Peripheral Ulcers) proceeds similarly as described above.
The bacteria are grown overnight 1n TSB and then washed
three times 1n PBS. The bacteria are re-suspended in PBS to
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an OD660 nm of 2.0. The suspension 1s examined by light
microscopy to ensure the excessive clumping does not occur.
Contact lenses are washed three times 1n 1 mL PBS before use
and immersed 1n 1 mL of the bactenal suspension for approxi-
mately 30 minutes before insertion into the eyes (e.g., rabbit

eyes).

What 1s claimed 1s:

1. A method for forming an anti-microbial surface coating
on a substrate, the method comprising:

1) reacting a polymeric pre-amine material comprising a
plurality of the functional groups, with an amine-con-
taining reagent, comprising poly(ethyleneimine), so as
to convert at least a portion of the functional groups to
amine groups; and

2) reacting the amine groups from 1) with a quaternary
amine conversion reagent, so as to convert at least a
portion of the amine groups to quaternary amine groups.

2. The method of claim 1, wherein the pre-amine material
1s a water 1soluble polymer.

3. The method of claim 1, wherein at least a portion of the
amine groups are secondary amine groups.

4. The method of claim 1, wherein the quaternary amine
conversion reagent 1s an alkyl halide.

5. The method of claim 1, wherein the pre-amine material
1s dissolved 1n a solution prior to depositing onto the surface
of the substrate.

6. The method of claim 5, further comprising depositing
the polymeric pre-amine material from the solution onto a
surface of the substrate to form a pre-amine coating layer.

7. The method of claim 6, wherein the reacting of 1) 1s
carried out on the pre-amine coating layer disposed on the
substrate to form an amine-containing layer, and wherein the
reacting of 2) 1s carried out on the amine-contaiming layer to
form a quaternary amine-contaiming layer.

8. The method of claim 35, wherein the reacting of 1) 1s
carried out 1n the solution to form an amine-containing mate-
rial, and wherein the amine-containing material 1s subse-
quently deposited onto a surface of the substrate to form an
amine-containing layer.

9. The method of claim 8, wherein the reacting of 2) 1s
carried out on the amine-containing layer to form a quater-
nary amine-containing layer.

10. The method of claim 5, wherein the reacting of 1) 1s
carried out 1n the solution to form an amine-containing mate-
rial, and wherein the reacting of 2) 1s carried out 1n a second
solution to form a quaternary amine-containing material.

11. The method of claim 10, wherein the quaternary amine-
containing material 1s deposited onto a surface of the sub-
strate to form a quaternary amine-containing layer.

12. The method of claim 1, wherein at least a portion of the
amine groups are tertiary amine groups.

13. The method of claim 1, wherein the pre-amine material
1s a chlorinated polypropylene.

14. The method of claim 13, wherein the chlorinated
polypropylene has a molecular weight 1n the range of 1000
Daltons to 1,000,000 Daltons.

15. The method of claim 4, wherein the alkyl halide 1s an
alkyl bromide or alkyl 1odide.

16. The method of claim 1, wherein the poly(ethylene-
imine) 1s a linear poly(ethyleneimine) comprising secondary
amines.

17. The method of claim 1, wherein the poly(ethylene-
imine) 1s a branched poly(ethyleneimine) comprising pri-
mary, secondary, and tertiary amines.
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18. The method of claim 1, wherein the poly(ethylene-
imine) has a molecular weight 1n the range of 350 Daltons to
1,000,000 Daltons.

22
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